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(54) Title: METHOD OF MULTIPLEX MICROORGANISM DETECTION 



(57) Abstract: It is intended to provide a multiplex detection method whereby contaminating microorganisms in foods (for example, 
^= pathogenic Esclierichia coli 0157. Listeria monocytogenes and salmonellas) can be detected at a high sensitivity comparable or even 
^= superior to an official method, which comprises amplifying a plural number of target genes in a single PCR tube and analyzing the 
55 same. The following procedures are successively performed: (A) the step of treating a lytic enzyme such as achromopeptidase or 
= lysozyme and/or a bacteriocin having a lytic activity such as enterolysin with a surfactant and a protein -denaturing agent to thereby 
extract DNAs of target microorganisms to be detected; and (B) the step of mixing primers specific to the target microorganisms to 
^ be detected and carrying out multiplex PCR. It is favorable to employ the step of culturing the microorganisms under such culture 
^ conditions as allowing the proliferation of 1 CFU/100 g of the microorganisms before the culture to achieve a level of 10 3 CFU/ml or 
more after culturing for 18 to 48 hours (for example, under such conditions as giving a pH value of 5. 1 or higher after the completion 
^ of the culture), before the step (A) of extracting the DNAs of the target microorganisms to be detected. 
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